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The blood-brain barrier (BBB) is compromised in many systemic and CNS diseases, including HIV-1 infection of the brain.
We studied BBB disruption caused by HIV-1 envelope glycoprotein 120 (gp120) as a model. Exposure to gp120, whether acute
[by direct intra-caudate-putamen (CP) injection] or chronic [using SV(gp120), an experimental model of ongoing production of
gp120]disruptedtheBBB,andledtoleakageofvascularcontents.Gp120wasdirectlytoxictobrainendothelialcells.Abnormalities
of the BBB reﬂect the activity of matrix metalloproteinases (MMPs). These target laminin and attack the tight junctions between
endothelialcellsandBBBbasallaminae.MMP-2andMMP-9wereupregulatedfollowinggp120-injection.Gp120reducedlaminin
and tight junction proteins. Reactive oxygen species (ROS) activate MMPs. Injecting gp120 induced lipid peroxidation. Gene
transfer of antioxidant enzymes protected against gp120-induced BBB abnormalities. NMDA upregulates the proform of MMP-9.
Using the NMDA receptor (NMDAR-1) inhibitor, memantine, we observed partial protection from gp120-induced BBB injury.
Thus,(1)HIV-envelopegp120disruptstheBBB;(2)thisoccursvialesionsinbrainmicrovessels,MMPactivationanddegradation
of vascular basement membrane and vascular tight junctions; (3) NMDAR-1 activation plays a role in this BBB injury; and (4)
antioxidant gene delivery as well as NMDAR-1 antagonists may protect the BBB.
1.Introduction
The blood-brain barrier (BBB) protects the brain by limiting
the ability of molecules and cells from the blood to enter the
CNS. The BBB is composed of brain capillary endothelial
cells, interconnected with special intercellular tight junctions
[1]. Along with astrocyte end feet, pericytes, basal lamina,
and neurons, brain capillary endothelial cells comprise the
neurovascular unit, which is important in maintaining the
immune-privileged nature of the CNS and in regulating
cellular transmigration [1].
Breach of BBB occurs in many diseases and, depending
on the situation, may magnify the damage caused by the
initial insult. Recently, it was suggested that BBB disruption
mediatessomeofthetissuedamagethataccompanieshuman
immunodeﬁciency virus-1 (HIV-1) infection of the brain,
and so facilitates viral entry into the CNS [2]. In fact, as
survival with chronic HIV-1 infection improves, the number
of people harboring the virus in their CNS, where it is largely
impervious to highly active antiretroviral therapeutic drugs
(HAART), increases. Thus, the prevalence of HIV-associated
neurocognitive disorder (HAND) continues to rise, and less
fulminant forms of HAND such as minor neurocognitive/
motor disorder (MCMD) have become more common than
their more fulminant predecessors, and their presence re-
mains a signiﬁcant independent risk factor for AIDS mor-
tality [3–6].
It is not clear how HIV-1 ﬁrst enters the CNS. However,
once the virus has entered the CNS, compromised BBB
integrity may facilitate further viral entry into the CNS and
magnify CNS injury [2]. BBB compromise is associated with
neurocognitiveimpairment,andthecombinationofelevated
plasma viral load and BBB compromise may increase the
risk for development of HIV-associated dementia (HAD)
[7]. Evidence of serum-protein leakage across the BBB has
been demonstrated in the brains of HAD patients [8],2 The Scientiﬁc World Journal
and accumulation of serum proteins in subcortical neurons
and glia is more common in HIV-1-positive patients with
dementia than in those who lack cognitive impairment [9].
Brains of patients who died with HIV-1 encephalitis (HIVE)
demonstrated absence or fragmentation of occludin and
ZO-1, two important structural proteins of tight junctions,
but there were no such changes in brains from patients
HIV-seronegative controls or from HIV-1-infected patients
without encephalitis [10].
In HIV-1 gp120-transgenic mice, expression of gp120,
HIV-1 envelope glycoprotein, leads to extravasation of albu-
min and increased numbers of vessels immunostained for
inter cellular adhesion molecule-1 (ICAM-1) and vascular
cell adhesion molecule-1 (VCAM-1), as well as immunore-
activity for substance P at the endothelial cell surface [11,
12]. It has been reported that circulating gp120 alters BBB
permeability in HIV-1 gp120 transgenic mice [13].
HIV-1 impairs CNS function in many ways [14]. Neu-
rons themselves are rarely infected by HIV-1, and neuronal
damage is probably mostly indirect. HIV-1 infection of res-
ident microglia, periventricular macrophages and some as-
trocytes, leads to increased production of cytokines, such as
IL-6,IL-1β andTNF-α,andchemokinessuchasMCP-1[15].
Virus shedding or cytopathic eﬀects in virus-infected cells
result in release of gp120 protein and peptide products into
the serum as well as the brain. Within the brain, infected
microglia and macrophages can release HIV-1 proteins, sev-
eral of which are neurotoxins, including nonstructural pro-
tein Tat and envelope (Env) protein gp120.
Besides examining human tissues, animal models have
been used to study brain injury due to HIV-1 infection [16–
19]. There are no perfect models for HAND. Several animal
systems have been used to study the pathogenesis of HIV-
1-induced neurological disease. Many of them are based on
otherlentiviruses(i.e.,simianimmunodeﬁciencyvirusinfec-
tionofmacaques,felineimmunodeﬁciencyvirusinfectionof
cats, Visna-Maedi virus infection in sheep) [20–22]. How-
ever, only small percentages of animals develop neurological
manifestations in these models and the costs for using these
species may be high. Transgenic expression of gp120 in mice
has been studied [23], but the gp120 in that model is mainly
expressed in astrocytes whereas in humans HIV-1 chieﬂy
infects microglial cells. Other models based on introduction
of HIV-infected macrophages into the brains of SCID mice
have been proposed, but they suﬀer from the fact of human
macrophages delivered into a murine brain [24].
We [18, 25] and others [16, 17] have used model systems
in which recombinant gp120 or, Tat, proteins are directly
injected into the striatum. The neurotoxicity of such recom-
binant proteins is highly reproducible and can be used as an
interesting tool for testing novel therapeutic interventions.
Administration of recombinant proteins is useful in under-
standing the eﬀects of HIV-1 gene products, and so their in-
dividual contribution to the pathogenesis of HAND.
Gp120 is a potent neurotoxin, causing neurotoxicity in
the picomolar range. Gp120 has been detected in the serum
of HIV-infected patients [26]. The env mRNA encoding
gp120 is also elevated in the brains of patients with HIV en-
cephalitis [27]. It has been shown that gp120 is rapidly
internalized in neurons, leading to apoptosis [28]. Attempts
todetectgp120eitherinbrainsofgp120transgenicmice[23]
or in HIV-1 autopsy brains have rarely been successful [29].
Therateofgp120degradationinautopsybrainshasnotbeen
reported yet. Gp120 is easier to detect when its expression in
the brain is protracted [19]. In other terms, gp120 immun-
odetection is diﬃcult, possibly due to technical factors. The
absence of gp120 immunoreactivity does not preclude a role
for gp120 in neuronal apoptosis, particularly at picomolar
ranges and/or because of interactions with other HIV-1 neu-
rotoxins (i.e., Tat). For example, concentrations of gp120 can
be reduced by 10–20-fold in the presence of subtoxic con-
centrations of Tat to cause synergistic neurotoxicity [29].
Gp120 also causes synergistic neurotoxicity with glutamate
[29, 30]. Moreover, gp120 at low doses can stimulate the
production of cytokines from uninfected microglia and as-
trocytes.
To develop a model of acute exposure to gp120, diﬀerent
concentrations of gp120 were previously tested in vitro and
in vivo [25, 31]. However, HIV-1 infection of the brain is a
chronic process, and its study would beneﬁt from a model
system allowing longer-term exposure to HIV-1 gene prod-
uct.Thisisinpartthereasonwhywedevelopedexperimental
models of chronic HIV-1 neurotoxicity based on recombi-
nantSV40(rSV40)vector-modiﬁedexpressionofgp120[19]
or Tat, in the brain.
In this review, we focused on BBB disruption caused by
HIV-1 envelope glycoprotein 120 (gp120) as a model. Our
studies have used both acute and chronic exposure to HIV-
1 gp120, by respectively administering either recombinant
protein or a SV40 viral vector that delivers ongoing gp120
expression. We report that gp120-induced disruption of the
BBB occurs via lesions in brain microvessels, matrix met-
alloproteinases activation, and degradation of the vascular
basementmembraneandvasculartightjunctions.Activation
of the receptor for NMDA (NMDAR-1) plays a role in this
BBB injury. Finally, antioxidant gene delivery using rSV40
vectors and NMDAR-1 antagonists may protect the BBB.
Thus, the eﬀects of HIV-1 gp120 exposure, either acute
or protracted, on BBB and their consequences are examined
in the present review.
2.HIV-1 gp120 DirectlyDamages
CNSBloodVessels
We tested the eﬀect of HIV-1 gp120 on BBB integrity by
assessing BBB leakiness after exposure to gp120 [32]. After
injection of diﬀerent concentrations of gp120 (100, 250,
and 500ng/microl) into the caudate putamen (CP), terminal
deoxynucleotidyl transferase-mediated nick end labeling
(TUNEL) assays were performed from 6h to 14 days, to
detect neuron apoptosis. There were extremely rare TUNEL-
positive cells when the CP was injected with saline (negative
control). At all doses of gp120, TUNEL-positive cells peaked
one day after the injection. The number of TUNEL-positive
cells was signiﬁcantly higher for 500ng gp120. The dose of
500ng gp120 was, unless otherwise speciﬁed, used in further
studies [31].The Scientiﬁc World Journal 3
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Figure 1: Injection of gp120 into the rat caudate-putamen (CP) induced extravasation of Evans Blue (EB). (a) EB was injected intravenously
before injection of gp120. Gp120 (500ng in 1μl saline) was injected stereotaxically into the rat CP using coordinates obtained from the
rat brain atlas of Paxinos and Watson (1986). Controls received saline or rat IgG. One day later, extravasation of EB was seen in the CP.
(b) Fluorescence corresponding to EB extravasation was observed by microscopy in the injected CP. (c) Spectrophotometric measurements
representing the speciﬁc absorbance of EB at 620nm showed that EB levels were higher in the CP injected with gp120 compared to CPs
injected with saline or rat IgG. Furthermore, injection of gp120 into the carotid artery (CA, 2000ng gp120) or the lateral ventricle (LV,
2000ng gp120) did not increase EB levels in the CP. (d) EB levels in the CP were almost similar 1 hour and 1 day after gp120 injection. (e)
Relationship between the concentrations of gp120 and the levels of EB. Bar: (b) 100μm.
T h u s ,r a t sw e r ei n j e c t e dw i t ht h ev i t a ld y eE v a n sB l u e
(EB) shortly before stereotaxic injection of 500ng gp120
in 1μl saline into the CP. Presence of EB outside the CNS
vascular system was used as an indicator of BBB damage and
consequent leakage of vascular contents into the brain. EB
extravasation was detected as blue color in brain tissue and
as a red ﬂuorescent signal in the injected CP. EB leakage was
seenasearlyas15minaftergp120injection.EBextravasation
increased 1 hour after gp120 injection, and remained intense
u n t i l2 4h o u r s .N os u c hl e a k a g ew a so b s e r v e do nt h ec o n -
tralateral side or when saline or a control protein, rat IgG,
was injected instead of gp120 (Figures 1(a) and 1(b)). No
signiﬁcant leakage of EB was observed when gp120 was in-
jected into the carotid artery (CA) or in the lateral ventricle
(LV). After injection of gp120 into the CP, much higher EB
concentrations were measured in the injected CP, compared
to the uninjected side as well as to saline- or rat IgG-injected
CPs. There was no statistical diﬀerence between both sides
in the rats injected with gp120 into the CA or in the LV
(Figure 1(c)). Higher EB concentrations were measured as
early as 1 hour after injection of gp120 (Figure 1(d)). Finally,
there was a relationship between the amount of gp120 inject-
ed into the CP and the EB concentration measured in the
same structure (Figure 1(e)).
3.Gp120 Is DirectlyToxic to
BrainEndothelialCells
Gp120 is cytotoxic to human umbilical vein endothelial
cells [33], as well as those from the brain and lung [34].
Human brain microvascular endothelial cells (HBMECs) do
not express CD4, but do have cell surface CCR5 and CXCR44 The Scientiﬁc World Journal
chemokine receptors, which are coreceptors for HIV-1 [14].
Exposure of HBMECs to gp120 derived from macrophage
(CCR5)- or lymphocyte (CXCR4)-tropic viruses decreased
BBB tightness, increased permeability and enhanced mono-
cyte migration across in vitro BBB models [35]. Anti-CCR5
antibodies inhibited [Ca2+]i release induced by gp120 de-
rived from CCR5-tropic HIV-1, and the CXCR4 antagonist
AMD3100 partially blocked [Ca2+]i release caused by gp120
derived from CXCR4-tropic HIV-1. Moreover, CCR5 anti-
bodies and inhibitors of myosin light chain kinase or protein
kinase C (PKC) blocked gp120-induced permeability and
enhancedmonocytemigrationinvitro[35].Thus,gp120can
cause dysfunction of the BBB via receptor mediated [Ca2+]i
release and PKC pathways leading to cytoskeletal alterations
and increased monocyte migration [35].
Gp120 induced apoptosis in cultured human endothelial
cells [36], and gp120 and Tat have been reported to induce
oxidative stress in brain endothelial cells [37]. Gp120 can
be directly toxic to such cells in culture, and reduces their
production of the tight junction protein, occludin [34, 35].
However, despite these in vitro studies, the eﬀects of gp120
injection on the cerebral vascular endothelium in intact ani-
mals have not yet been described [16–18].
We therefore investigated the eﬀects of gp120 on brain
endothelial cells in vitro and in vivo [32]. We ﬁrst tested
whether gp120 could induce apoptosis of these cells in cul-
ture. The optimal concentrations of HIV-1 gp120 to elicit
apoptosis in vitro was determined using NT2-neurons for
neurons and human brain microvascular endothelial cells
(HBMECs) for endothelial cells. Cells were incubated with 0,
0.1, 1, 10, 100, and 200ng/mL of recombinant soluble gp120.
Apoptotic bodies were analyzed using TUNEL. The inten-
sity and frequency of TUNEL-positive cells increased with
increasing gp120 doses, up to 200ng/mL. Higher concentra-
tions of gp120 caused cells to detach and so were not further
studied. Thus, 200ng/mL of gp120 was used in in vitro
studies.
Cultured human brain microvascular endothelial cells
(HBMECs) were treated with serum-free medium (control)
or 200ng/mL gp120 in serum-free medium for 24 hours.
They were then assayed by TUNEL for apoptosis, and im-
munostained for occludin (a tight junction protein in brain
endothelial cells). Numerous TUNEL-positive cells were ob-
served after treatment with 200ng/mL gp120. Almost all
occludin-positive cells were TUNEL-positive for 200ng/mL
gp120.Fewapoptoticcellswereseenincontrols(Figure 2(a)).
To apply these studies to living animals, we injected rats
with 500ng HIV-1 BaL gp120 in 1μl saline (or, control,
saline or rat IgG only), stereotaxically into the CP. One
hour after injection of gp120 into the CP, some endothelial
cells (identiﬁed as immunopositive for CD31) were TUNEL-
positive (Figure 2(b)). No apoptotic cells were observed after
injection of control preparations [25]. Thus, gp120 induces
apoptosis of endothelial cells.
4. Gp120 IncreasesMMP Production
The basal lamina of the BBB contains extracellular matrix
(ECM) molecules, such as laminin, type IV collagen, and ﬁ-
bronectin. Most of these are substrates for a family of neutral
proteases called matrix metalloproteinases (MMPs), espe-
ciallyMMP-2andMMP-9.MMP-2andMMP-9areclassiﬁed
asgelatinases[38].MMPscontributetointeractionsbetween
cellsandtheirmatrix,allowingmovementandshapechanges
important in CNS development and neuronal plasticity.
They are also implicated in opening the BBB, invasion of
neural tissue by blood-derived immune cells and direct cel-
lular damage such as occurs in diseases of the central and
peripheral nervous systems [39–48]. Increased MMP pro-
duction may injure the BBB, at least in part through their
proteolytic activity at the tight junctions of brain endothelial
cells and the BBB basal lamina. Evidence suggests that MMPs
contribute to HIV-associated brain injury by 3 main mecha-
nisms: breakdown of the BBB, induction of neuronal death,
degradation of myelin [49].
4.1. Gelatinolytic Activity Is Activated by gp120 Administra-
tion. We tested proteolytic activity by evaluating cleavage of
the ﬂuorogenic substrate DQ gelatin in frozen tissue sections
[50]. We found that local gelatinolytic activity was increased
within 30min after gp120 administration. Gelatinolytic ac-
tivity was still evident by this technique for at least 60min
after injection of gp120 into the CP in vascular structures
and cells. Almost no gelatinolytic activity was seen in the
contralateral uninjected side or after injecting either saline
or saline containing rat IgG instead of gp120. Nearly all such
activity was blocked by preincubating tissue sections with a
zinc chelator (1,10-phenanthrolin) for 20min (Figure 3(a)).
The number of vessels showing gelatinolytic activity was
also increased in CPs injected with gp120, compared to the
uninjected contralateral side and compared to recipients of
control preparations (Figure 3(b)).
To identify cell types responsible for gp120-induced ge-
latinolytic activity, we combined in situ zymography with
immunostainingfordiﬀerentcellmarkers.Mostgelatinolytic
activity was within neurons positive for NeuroTrace (NT)
[51, 52], and, extracellularly, in blood vessel walls, as iden-
tiﬁed by their expression of rat endothelial cell antigen
(RECA-1). Gelatinolytic activity also colocalized, but much
less frequently, within endothelial cells (immunopositive for
CD31). There was very rare activity within astrocytes (im-
munopositive for GFAP; Figures 3(a) and 3(b)).
4.2. MMP-2 and MMP-9 Are Expressed Early in the Injured
Striatumaftergp120Injection. SinceMMP-2andMMP-9are
the major tissue proteases capable of targeting microvascular
proteins, we assessed the time courses of their expression
following intra-CP injection of gp120. MMP-2 and MMP-
9 were increased after gp120 injection into the CP: increased
MMP-2 was ﬁrst detected 30min to 1 hour after inoculation
and had largely subsided by 24 hours. The time course of
MMP-9 was diﬀerent. It was ﬁrst detected 6 hours after
injection,peakedatd1,thendecreasedatd2.Neitherenzyme
was detected in the contralateral (uninjected) side or if
saline was substituted for gp120. The spatial relationship
between EB extravasation and MMP-2 was established by
colocalization studies. Increased MMP-2 was detected in theThe Scientiﬁc World Journal 5
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Figure 2: Gp120 is toxic to endothelial cells. (a) Human brain endothelial cells immunostained for occludin and incubated with 200ng/mL
gp120 became apoptotic. The nucleus was immunostained by 4,6-diamidino-2-phenylindole (DAPI). Apoptotic cells were assayed by
TUNEL. Numerous TUNEL-positive cells were observed after treatment with gp120 while almost no apoptotic cells were seen in cultures
that were not incubated with gp120 (P<0.001 serum-free media (control) versus 200ng/mL gp120 in serum-free media for 24 hours).
Almost all occludin-positive cells were TUNEL-positive for 200ng/mL gp120. Control with buﬀer only and no enzyme showed no TUNEL
staining (not shown). (b) Cryostat sections of rat CP injected with 500ng gp120 1 hour earlier immunostained for CD31 and processed for
TUNEL assay. Some of the endothelial cells, immunostained for CD31, are apoptotic and TUNEL-positive (arrows). Bars: (a) 50μm; (b)
60μm.
area of vascular leakage, as evidenced by EB positivity, within
1 hour of gp120 administration. Gp120 induced MMP-9
localized mainly in neurons, and, rarely, in astrocytes. MMP-
2 was observed within blood vessel walls and was mainly
seen in neurons, rarely in astrocytes and exceptionally in
microglial cells. It was not detected in control CPs injected
with saline (Figure 3(c)).
Thus, increased enzymatic activity corresponding to
activation of MMP-2 and MMP-9 was observed within
30min of exposure to gp120. This activity and the MMP-
2/MMP-9 proteins were both mainly detected in neurons, in
vessel matrices, and in endothelial cells. Localization of both
MMPsandgelatinolyticactivitywithinneuronshasalsobeen
reported by others [40, 44, 53].
HIV-1 viral proteins have been implicated in activation
of MMPs. Tat increased release of MMP-1 and MMP-2 in
neuron cultures [54] and, in combination with basic FGF,
activated MMP-2 and membrane-type-1 matrix metallopro-
teinaseinendothelialcells[55].Stableexpression ofgp120 in
vitro and in vivo increased MMP-2 activity in the brain [56].
After injection of gp120 into the lateral ventricle, levels of
MMP-2 and MMP-9 increased rapidly; prior administration6 The Scientiﬁc World Journal
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Figure 3: Injection of gp120 into the rat CP induced upregulation of matrix metalloproteinases (MMPs). (a) Frozen cryostat sections of
CP injected with 500ng gp120 and stained by in situ zymography. Left column: the ﬂuorescent product was observed in blood vessel-like
structures and in cells. No gelatinolytic activity was seen in the controlateral uninjected side or in CPs injected with saline. There was a
colocalization between in situ zymography and RECA-1 and Neurotrace (NT), a marker of neurons (resp., middle and right columns). (b)
Top: numbers of vessels exhibiting gelatinolytic activity were increased in CPs injected with gp120. Bottom: increase in the numbers of
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Figure 4: Gp120 induced a degradation of vascular basement membrane and vascular tight junctions. (a) After intra-CP injection of 500ng
gp120, fewer laminin- (a basement membrane protein) and occludin-(a tight junction protein) positive structures were seen. (b) Graph
showing a signiﬁcant reduction of laminin-, occludin-, and claudin-5-(another tight junction protein) positive structures in CPs injected
with 500ng gp120. Bar: (a) 60μm.
ofanMMPinhibitorreducedconsequentneuronalapoptosis
[57]. In rapidly progressing simian immunodeﬁciency virus-
infected monkeys, levels of MMP-9 correlated with motor
and cognitive deﬁcits [58].
5.Degradationof the Vascular
Basement Membrane and Vascular
Tight Junctions after gp120 Injection:
Relationship with MMPs Activation
MMPs cleave basement membrane proteins, for example,
laminin. Quantitative methods were used to assess the
numbers of laminin-positive structures. Within 30min of
gp120 injection, MMP-2 colocalized with laminin, and by
6 hours there was a signiﬁcant reduction in the number
of laminin-positive structures in the injected CP. Numbers
of laminin-positive structures were unaltered in the con-
tralateral (uninjected) side or when saline was substituted
for gp120 (Figure 4(a)). Similarly, the vascular tight junc-
tion proteins, claudin-5 and occludin, were signiﬁcantly
decreased in CPs injected with gp120 compared to controls.
Claudin-5-positive structures were quantitated and were
most reduced in areas of vascular leakage, suggesting that
gp120-elicited enzymatic destruction of basement mem-
brane and tight junctions proteins causes impaired BBB
integrity (Figure 4(b)).
6. Gp120 Reduces the Number of
BrainMicrovessels
Quantitativemethodswereusedtoassessbrainvesseldensity
by using VCAM-1 and RECA-1 as markers of microvessels.
VCAM-1- and RECA-1-positive structures were counted
manually on the injected and uninjected sides in the entire
CP of animals injected with either gp120 or saline, in at least
5 consecutive sections using a computerized imaging system
(Image-Pro Plus, MediaCybernetics, Bethesda, MD). In all
cases, the ﬁnal number was an average of results measured in
the diﬀerent sections. We found that injection of gp120 led
to a signiﬁcant decrease in the number of brain microvessels,
compared to controls (uninjected contralateral side), within
one hour (Figure 5).
7.NMDAR-1 ActivationPlaysaRole in
gp120-Induced BBB Injury
N-methyl-D-aspartate (NMDA) has been reported to upreg-
ulate the proenzyme form of MMP-9 and to increase MMP-
9p r o t e o l y t i ca c t i v i t y[ 59]. The potential involvement of
NMDA in the BBB disturbances induced by gp120 was
studied using memantine, an NMDA receptor antagonist.
Memantinehasbeenshowntoreducepathologicalactivation
of MMP-9 in some conditions. Injection of memantine
(30mg/kg) before (i.v.) injecting EB, followed by intra-CP
gp120 limited the extent of the EB-positive area (Figure 6).
Memantine pretreatment also mostly protected vascular
structures from gp120 toxicity. The partial but not complete
recovery of BBB leakage by memantine might be related to
thedose ofmemantine weused.However,othermechanisms
may play a role too.
8.Gp120In Vivo Induces Oxidative
Stress inEndothelialCells:GeneDelivery
of SOD1 and GPx1 Protectsthe BBB from
Acute gp120-Related Injury
Activation/upregulation of MMPs may involve reactive
nitrogen and oxygen radicals (RNS and ROS, resp.) such8 The Scientiﬁc World Journal
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Figure 6: NMDAR-1 activation plays a role in gp120-induced BBB
injury. The potential involvement of NMDA in the BBB disturb-
ances induced by gp120 was studied using memantine, a NMDA
receptorantagonist.Injectionofmemantine(30mg/kg)before(i.v.)
injecting EB, followed by intra-CP gp120, limited the extent of the
EB-positive area.
as NO and superoxide [43, 45]. ROS are important in the
pathogenesisofHIV-inducedCNSinjury[60],andincreased
by HIV-1 gp120 and Tat in brain endothelial cells [61].
Lipid peroxidation by ROS can be assayed as formation
of hydroxynonenal (HNE) [60]. To identify cell populations
undergoing gp120-induced lipid oxidation, we performed
double immunostaining for cell lineage markers and HNE, a
marker of lipid peroxidation after administering gp120 into
the CP. Within 1 hour of gp120 injection, brain vasculature
contained HNE-positive cells, which expressed the endothe-
lial cell marker RECA-1. Gp120 thus induces early lipid per-
oxidation in endothelial cells (Figure 7(a)). HIV-1 envelope
glycoprotein also causes oxidative damage in neurons and
astrocytes (not shown). Lipid peroxidation in brains injected
with gp120 was measured by quantitating malondialdehyde
(MDA) levels. MDA was signiﬁcantly higher in CPs injected
with gp120 than in control CPs (Figure 7(b)).
We used SV40-derived vectors, carrying antioxidant en-
zymes, Cu/Zn superoxide dismutase (SOD1), or glutathio-
neperoxidase(GPx1),respectively,SV(SOD1)andSV(GPx1).
rSV40s were employed in the current study because they
transduce cells in G0 with high efficiency [62–65]. SV(BUGT),
carrying human bilirubin-uridine 5-diphosphate-glucu-
ronosyl-transferase, was used as a control vector [66]. We
previously reported that SOD1 and GPx1 are expressed in
the CP after injection of SV(SOD1) and SV(GPx1) in rats
[25, 31, 67], and in Rhesus macaques [68].
Intracerebral injection of rSV40s carrying cDNAs for
these antioxidant enzymes signiﬁcantly protected neurons
from apoptosis and other consequences of subsequent injec-
tion of HIV-1 gp120 at the same location [18, 25, 31, 69].
Vector administration into the lateral ventricle (LV) or the
cisterna magna, particularly if preceded by mannitol i.p.,
protectsfromintra-CPgp120-inducedneurotoxicitycompa-
rably to intra-CP vector administration [31, 70].
Fewer HNE-positive cells were observed after prior gene
transfer of antioxidant enzymes in the CP before injecting
gp120, suggesting that lipid peroxidation was decreased by
gene delivery of antioxidant enzymes (Figure 7(c)).
Prior gene delivery of antioxidant enzymes, SV(SOD1)
and SV(GPx1), into the CP before injection of gp120 into
the same structure limited BBB breakdown caused by gp120.
Morphometric analysis documented that antioxidant gene
delivery decreased gp120-induced BBB damage, as measured
byEB-leakage:thesizeoftheEB-positiveareaandspectroph-
ometric measurement of EB concentration (Figure 7(d)).
Finally, intra-CP gene delivery of either of the antioxidant
enzymes before injection of gp120 decreased the number ofThe Scientiﬁc World Journal 9
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Figure 7: Role of oxidative stress in gp120-induced BBB disruption. (a) Cryostat sections of rat CP injected 1 hour earlier with saline
or 500ng gp120 were immunostained for HNE, a marker of lipid peroxidation, and RECA-1, a marker of endothelial cells. HNE
immunoreactivity was seen in the CPs injected with gp120 and colocalized with RECA-1 while no HNE immunostaining was detected in
CPs injected with saline. (b) Malondialdehyde (MDA) levels were increased in the CPs injected with 500ng gp120. (c) Prior gene delivery of
antioxidant enzymes into the CP before injection of gp120 decreased the number of HNE-positive cells when compared with injection of the
vectorcontrolSV(BUGT).(d)GenedeliveryofantioxidantenzymesbySV40-derivedvectorsintheCP1monthbeforetheinjectionofgp120
into the same structure mitigated the extent of BBB breakdown after intra-CP injection of gp120, as demonstrated by spectrophotometry
measurements of EB. (e) Fewer MMP-9-positive cells were observed with prior gene delivery of antioxidant enzymes into the CP before
injection of gp120. SV(BUGT) was used as a control vector. Bar: (a) 80μm; (c) 80μm.10 The Scientiﬁc World Journal
MMP-9-positive cells when compared with injection of the
vector control SV(BUGT), Figure 7(e).
Thus, we have shown, both here and previously, that
antioxidant enzyme gene delivery protected from neuronal
apoptosis and lipid peroxidation caused by HIV-1 envelope
gp120 [18, 25, 31, 70]. Also, reduction in gp120-induced
oxidativestressbyantioxidantgenedeliverydecreasedMMP-
9-positive cells and protected the BBB from disruption [50].
However, antioxidant gene delivery induced a partial but not
complete recovery of BBB leakage. It might be related to an
insuﬃcient transgene expression. On the other hand, other
molecules taking place in HIV-induced BBB leakage might
play a role too.
9. BBB Disturbancesafter Injectionof
SV(gp120) intothe CP
AsexposuretoHIV-1inHIV/AIDSpatientsisprotracted,we
asked whether BBB injury could be seen in a model system
of more chronic CNS exposure to gp120. In this model
system for HIV-1 Env-induced neurotoxicity, SV(gp120)
injection into the CP leads to chronic expression of gp120 in
microglia and neurons, ongoing apoptosis of these cell types,
neuronalloss,andoxidative stress[19].Inmanyrespects,the
consequences of rSV40-delivered gp120 expression in this
system resemble the pathologic and biochemical alterations
observed in neuroAIDS. Rats were injected with SV(gp120)
intra-CP, which leads to continued gp120 production by
transduced cells. These animals were then studied over time
for evidence of BBB injury. Using immunohistochemical
detection of serum IgG leakage from the blood vessels into
the brain substance as a marker of vascular permeability, we
measured the areas of IgG accumulation 7 days after intra-
CP administration of SV(gp120). The area positive for IgG
was signiﬁcantly larger when SV(gp120) was injected than
when the control vector, SV(BUGT), was used, or compared
to the contralateral side. Fewer laminin-positive structures
were seen in the SV(gp120) injected side, Figure 8(a).
We then examined brains of SV(gp120) for lipid per-
oxidation in endothelial cells, using HNE as a marker of
lipid peroxidation, and RECA-1 to identify endothelial cells.
Immunostaining for HNE was seen, and colocalized with
RECA-1, in CPs injected with SV(gp120), but not in CPs
injected with SV(BUGT) (Figure 8(b)).
To study the relationship between IgG leakageand vascu-
lar breakdown, we studied brain microvessels immunostain-
ing for laminin, a basement membrane protein. SV(gp120)
injection greatly decreased laminin-positive structures, com-
pared to SV(BUGT) and to the uninjected contralateral
side, which eﬀect was particularly marked in areas of IgG
accumulation (Figure 8(c)). Results at later time points (2
and 4 weeks) were similar to those observed at 1 week. These
data indicate that ongoing expression of gp120, delivered
by SV(gp120), increased BBB permeability, and that this
increase in vascular leakiness persisted as long as gp120 was
being produced.
We then examined the eﬀect of SV(gp120) treatment on
levels of MMP-2 and MMP-9. At all time points tested, 1,
2, and 4 weeks, after injection of SV(gp120), MMP-2, and
MMP-9 were increased. MMP-2- and MMP-9-positive cells
were mainly neurons.
As was observed for acute exposure to recombinant
gp120, prior gene transfer of antioxidant enzymes mitigated
BBB damage caused by ongoing gp120 production following
SV(gp120) injection. This was measured as extravasated IgG.
Thus, the increased BBB permeability induced by continuing
gp120 production can be reduced by overexpression of
antioxidant enzymes (Figure 8(d)).
MMP-2 activity and protein were increased in C6 cells
(stable transfectants for gp120) and in gp120-transgenic
mouse brains [56]. In gp120 transgenic mice, Finco et al.
quantitated the number of vessels with perivascular albumin
and the number of ICAM-1- and VCAM-1-positive struc-
tures [11]. The number of vessels with perivascular albumin
was signiﬁcantly higher in transgenic mice, suggesting an in-
crease in BBB permeability. However, the increased number
of ICAM-1- and VCAM-1-positive structures contrast with
our results obtained with laminin as a vessel marker. How-
ever, these markers do not recognize the same molecules on
one side and on the other side the number of ICAM-1-posi-
tive structures can be increased during diﬀerent processes,
for example, during inﬂammation. An increase of ICAM-1
expression by human endothelial cells cells has been demon-
strated in vitro after exposure to gp120 [71–73]. However,
the degree of upregulation of ICAM-1 diﬀered among the
various human brain microvascular endothelial cells isolates
[73].
In our system, gene delivery provides ongoing gp120
expression, as a model of production of HIV-1 Env by HIV-
1-infected cells in neuroAIDS. It generates chronic vascular
injury that resembles the BBB damage caused by HIV-1
infection.
10. Consequences of BBB Abnormalities for
the Migration of HIV-1 Infected Blood Cells
intothe Brain
Diapedesis of monocytes from the blood into the brain
is facilitated when MMPs target occludin, a tight junction
molecule of CNS endothelial cells. Dendritic cell transmigra-
tion through brain microvessel endothelium is also aﬀected
b yM M P s ,a sw e l la sb yM I P - 1 α, and is associated with
occludin reorganization [1].
Compromise of BBB integrity has important conse-
quences for the migration of HIV-1-infected blood cells into
the brain. HIV-1 in the circulation can cross the BBB either
as free virus or within infected immune cells [74, 75], and
circulating free gp120 can cross the BBB [76]. In a tissue
culture model of the human BBB, HIV infection increases
leukocyte transmigration in response to the chemokine,
CCL-2 (MCP-1). This is accompanied by disruption of the
BBB,withenhancedpermeability,reductionoftightjunction
proteins and increased MMP-2 and MMP-9 [77]. Thus, a
vicious cycle is possible: HIV-1 infected monocytes enter the
CNS through the microvasculature, produce HIV-1 proteins
(gp120 and Tat) that damage the BBB directly and indirectly,
and thereby allow increased immigration of HIV-1-infected
cells, perpetuating the cycle.The Scientiﬁc World Journal 11
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Figure 8: Injection of SV(gp120) into the CP increased BBB permeability. (a) Cryostat sections of the CP from rats injected with SV(gp120)
or a control vector, SV(BUGT), at the level of the striatum, were immunostained for IgG (to evaluate leakage of plasma protein through the
BBB)andlaminin.SevendaysafterinjectionofSV(gp120)intotheCP,signiﬁcantlylesslaminin-positivestructureswereseen,particularlyin
theareasofIgGaccumulation,whilelamininimmunostainingwasnormalandnoIgGleakagewasobservedafterinjectionofSV(BUGT).(b)
Sections of rat CPs injected with SV(gp120) or a control vector, SV(BUGT), were immunostained for HNE, a marker of lipid peroxidation,
and RECA-1, a marker of endothelial cells. Immunostaining for HNE was seen in the CPs injected with SV(gp120) and colocalized with
RECA-1, while no HNE immunoreactivity was detected in CPs injected with SV(BUGT). (c) Injection of SV(gp120) induced a decrease
in the number of laminin-positive structures. (d) Prior gene delivery of antioxidant enzymes into the CP before injection of SV(gp120)
decreased the extent of IgG-positive area after intra-CP injection of SV(gp120). Bar: (a) 60μm; (b) 50μm.12 The Scientiﬁc World Journal
We show here that gp120 injection reduces the number
of VCAM-1-positive structures. VCAM-1 has been used in
the present study as marker of microvessels. Previous studies
showed an increase in the number of VCAM-1 and ICAM-1-
positive brain vessels in the brain of HIV-1 gp120 transgenic
mice [12]. These results were obtained using transgenic
mice in which gp120 is expressed chronically in astrocytes
while in humans HIV-1 infects mainly microglial cells. With
injection of recombinant gp120, exposure is more acute and
might reﬂect the direct action of gp120 on microvessels.
Immunostaining for RECA-1, a marker of rat endothelial
cells and microvessels, showed a reduction in RECA-1-pos-
itive structures that paralleled the ones of VCAM-1-positive
microvessels.Similarly,asigniﬁcantdecreaseinvascularden-
sity assessed by immunostaining for laminin was observed
at early times and persisted through one month after gp120
injection, suggesting that even the acute eﬀects of gp120
may be transient, there are also longer-term consequences of
gp120 exposure on the vascular density.
Antioxidant gene delivery and NMDAR-1 antagonists
induced a partial but not complete recovery of BBB leakage.
It suggests that other molecules might take place in HIV-
inducedBBBleakage.Among thesemolecules,aroleforsub-
stance P has been suggested [11]. For example, modulation
of substance P and its receptor (neurokinin 1 receptor, NK1-
R) have been shown to block some unidentiﬁed molecular
pathwaysleadingtoHIV-1-mediatedBBBdamage[78].Sub-
stance P (SP), a pleotropic neuropeptide implicated in in-
ﬂammation, depression, and immune modulation via inter-
action with its cognate receptor, the neurokinin 1 receptor
(NK1-R), is produced by monocyte/macrophages. While the
presence of NK1-R on neurons is well known, its role on
cells of the immune system such as monocyte/macrophages
is just beginning to emerge. The expression of SP and NK1-R
and their relationship to SIV/HIV encephalitis (SIVE/HIVE)
lesions and SIV-infected cells has been examined recently
[79]. These studies demonstrated intense expression of SP
and NK1-R in SIVE lesions, with macrophages being the
principal cell expressing NK1-R. Additionally, studies of the
functionalroleofSPasaproinﬂammatorymediatorofmon-
ocyte activation and chemotaxis demonstrated that treat-
ment of monocytes with SP elicited changes in cell-surface
expression for CCR5 and NK1-R in a dose-dependent man-
ner. Moreover, pretreatment with SP enhanced both SP- and
CCL5-mediated chemotaxis. All of these ﬁndings suggest
that SP and NK1-R are important in SIV infection of ma-
crophages and the development of SIVE lesions.
Other mechanisms have also been suggested. Stating that
activation of MMP-9 is involved in HIV-1-induced disrup-
tion of the BBB, Huang et al. [80] hypothesized that per-
oxisome proliferator-activated receptor (PPAR)α or PPARγ
can protect against HIV-1-induced MMP-9 overexpression
in brain endothelial cells (hCMEC cell line) by attenuating
cellular oxidative stress and downregulation of caveolae-as-
sociated redox signaling. HIV-1stimulated activity of MMP-
9 promoter was inhibited by mutation of AP-1 site 2 and
both (but not individual) NF-κB binding sites (g1389c and
g1664c). PPAR overexpression, ERK1/2 or Akt inhibition,
and silencing of cav-1 all eﬀectively protected against HIV-1-
induced MMP-9 promoter activity, indicating a close re-
lationship among HIV-1-induced cerebrovascular toxicity,
redox-regulated mechanisms, and functional caveolae. Such
a link was further conﬁrmed in MMP-9-deﬁcient mice ex-
posed to PPARα or PPARγ agonist and injected with the
HIV-1 protein Tat into cerebral vasculature. Overall, these
results indicate that ERK1/2, Akt, and cav-1 are involved
in the regulatory mechanisms of PPAR-mediated protection
against HIV-1-induced MMP-9 expression in brain endothe-
lial cells. Moreover, down-regulation of MMP and protea-
some activities seems to constitute a novel mechanism of
PPAR-induced protections against HIV-induced disruption
of tight junction proteins and brain endothelial cells [81].
11. Conclusions
We showed that both acute and chronic exposure to HIV-
envelope gp120 disrupts the BBB by causing lesions in brain
microvessels, which probably reﬂect gp120-induced MMP
activation with consequent degradation of the vascular base-
ment membrane and vascular tight junctions. All of these
factors lead to loss of BBB integrity and enhanced leakage
of vascular contents into the brain. NMDAR-1 activation
plays a role in this BBB injury, as do reactive oxygen species.
Antioxidant gene delivery and NMDA-R antagonists protect
fromgp120-inducedBBBinjuryandsoprovideanintriguing
potential avenue for developmental therapeutics. However,
antioxidant gene delivery and NMDAR-1 antagonists in-
duced a partial but not complete recovery of BBB leakage.
It suggests that other molecules might take place in HIV-
inducedBBBleakage.Among thesemolecules,aroleforsub-
stance P has been suggested [11]. For example, substance
P antagonists and neurokinin, as well as PPARα or PPARγ
havebeenshowntomodulateHIV-induceddisruptionofthe
BBB.
Acknowledgment
This paper was supported by NIH Grants MH69122,
MH70287, and AI48244 to D. S. Strayer.
References
[1] A. L. Zozulya, E. Reinke, D. C. Baiu, J. Karman, M. Sandor,
and Z. Fabry, “Dendritic cell transmigration through brain
microvessel endothelium is regulated by MIP-1α chemokine
and matrix metalloproteinases,” Journal of Immunology,
vol. 178, no. 1, pp. 520–529, 2007.
[2] P. Annunziata, “Blood-brain barrier changes during invasion
of the central nervous system by HIV-1: old and new insights
into the mechanism,” Journal of Neurology, vol. 250, no. 8,
pp. 901–906, 2003.
[ 3 ]M .P .M a t t s o n ,N .J .H a u g h e y ,a n dA .N a t h ,“ C e l ld e a t hi n
HIV dementia,” Cell Death and Diﬀerentiation,v o l .1 2 ,n o .1 ,
pp. 893–904, 2005.
[4] J. C. McArthur, B. J. Brew, and A. Nath, “Neurological
complications of HIV infection,” The Lancet Neurology, vol. 4,
no. 9, pp. 543–555, 2005.
[5] A. Nath and N. Sacktor, “Inﬂuence of highly active antiretro-
viral therapy on persistence of HIV in the central nervousThe Scientiﬁc World Journal 13
system,” Current Opinion in Neurology, vol. 19, no. 4, pp. 358–
361, 2006.
[6] B. M. Ances and R. J. Ellis, “Dementia and neurocognitive
disorders due to HIV-1 infection,” Seminars in Neurology,
vol. 27, no. 1, pp. 86–92, 2007.
[ 7 ]M .J .A v i s o n ,A .N a t h ,R .G r e e n e - A v i s o n ,F .A .S c h m i t t ,R .N .
Greenberg,andJ.R.Berger,“NeuroimagingcorrelatesofHIV-
associated BBB compromise,” Journal of Neuroimmunology,
vol. 157, no. 1-2, pp. 140–146, 2004.
[8] C. K. Petito and K. S. Cash, “Blood-brain barrier abnormal-
ities in the acquired immunodeﬁciency syndrome: immuno-
histochemical localization of serum proteins in postmortem
brain,” Annals of Neurology, vol. 32, no. 5, pp. 658–666, 1992.
[ 9 ]C .P o w e r ,P .A .K o n g ,T .O .C r a w f o r de ta l . ,“ C e r e b r a lw h i t e
matter changes in acquired immunodeﬁciency syndrome de-
mentia: alterations of the blood-brain barrier,” Annals of Neu-
rology, vol. 34, no. 3, pp. 339–350, 1993.
[ 1 0 ]L .M .D a l l a s t a ,L .A .P i s a r o v ,J .E .E s p l e ne ta l . ,“ B l o o d - b r a i n
barriertightjunctiondisruptioninhumanimmunodeﬁciency
virus-1 encephalitis,” American Journal of Pathology, vol. 155,
no. 6, pp. 1915–1927, 1999.
[11] O. Finco, S. Nuti, M. T. De Magistris et al., “Induction of
CD4+ T cell depletion in mice doubly transgenic for HIV
gp120 and human CD4,” European Journal of Immunology,
vol. 27, no. 6, pp. 1319–1324, 1997.
[12] S. Toneatto, O. Finco, H. Van Der Putten, S. Abrignani, and P.
Annunziata, “Evidence of blood-brain barrier alteration and
activation in HIV-1 gp120 transgenic mice,” AIDS, vol. 13,
no. 17, pp. 2343–2348, 1999.
[13] C. Cioni and P. Annunziata, “Circulating gp120 alters the
blood-brain barrier permeability in HIV-1 gp120 transgenic
mice,” Neuroscience Letters, vol. 330, no. 3, pp. 299–301, 2002.
[14] M. Kaul, G. A. Garden, and S. A. Lipton, “Pathways to neu-
ronal injury and apoptosis in HIV-associated dementia,” Na-
ture, vol. 410, no. 6831, pp. 988–994, 2001.
[15] M. Kaul and S. A. Lipton, “Chemokines and activated macro-
phages in HIV gp120-induced neuronal apoptosis,” Proceed-
ings of the National Academy of Sciences of the United States of
America, vol. 96, no. 14, pp. 8212–8216, 1999.
[ 1 6 ]A .K .B a n s a l ,C .F .M a c T u t u s ,A .N a t h ,W .M a r a g o s ,K .F .
Hauser, and R. M. Booze, “Neurotoxicity of HIV-1 proteins
gp120 and Tat in the rat striatum,” Brain Research, vol. 879,
no. 1-2, pp. 42–49, 2000.
[17] R. L. Nosheny, A. Bachis, E. Acquas, and I. Mocchetti,
“Human immunodeﬁciency virus type 1 glycoprotein gp120
reduces the levels of brain-derived neurotrophic factor in
vivo: potential implication for neuronal cell death,” European
Journal of Neuroscience, vol. 20, no. 11, pp. 2857–2864, 2004.
[18] J. P. Louboutin, L. Agrawal, B. A. S. Reyes, E. J. Van Bockstaele,
and D. S. Strayer, “HIV-1 gp120 neurotoxicity proximally and
at a distance from the point of exposure: protection by rSV40
delivery of antioxidant enzymes,” Neurobiology of Disease,
vol. 34, no. 3, pp. 462–476, 2009.
[19] J. P. Louboutin, L. Agrawal, B. A. Reyes, E. J. Van Bockstaele,
and D. S. Strayer, “A rat model of human immunodeﬁciency
virus 1 encephalopathy using envelope glycoprotein gp120
expression delivered by SV40 vectors,” Journal of Neuropathol-
ogy and Experimental Neurology, vol. 68, no. 5, pp. 456–473,
2009.
[20] A. A. Lackner and R. S. Veazey, “Current concepts in AIDS
pathogenesis: insights from the SIV/Macaque model,” Annual
Review of Medicine, vol. 58, pp. 461–476, 2007.
[21] H.Thormar,“Maedi-visnavirusanditsrelationshiptohuman
immunodeﬁciencyvirus,”AIDSReviews,vol.7,no.4,pp.233–
245, 2005.
[22] R. B. Meeker, “Feline immunodeﬁciency virus neuropatho-
genesis: from cats to calcium,” Journal of Neuroimmune Phar-
macology, vol. 2, no. 2, pp. 154–170, 2007.
[23] S. M. Toggas, E. Masliah, E. M. Rockenstein, G. F. Rall, C.
R. Abraham, and L. Mucke, “Central nervous system damage
produced by expression of the HIV-1 coat protein gp120 in
transgenic mice,” Nature, vol. 367, no. 6459, pp. 188–193,
1994.
[24] N. Avgeropoulos, B. Kelley, L. Middaugh et al., “SCID mice
with HIV encephalitis develop behavioral abnormalities,”
Journal of Acquired Immune Deﬁciency Syndromes and Human
Retrovirology, vol. 18, no. 1, pp. 13–20, 1998.
[25] L. Agrawal, J. P. Louboutin, B. A. S. Reyes, E. J. Van Bockstaele,
andD.S.Strayer,“Antioxidantenzymegenedeliverytoprotect
from HIV-1 gp120-induced neuronal apoptosis,” Gene Ther-
apy, vol. 13, no. 23, pp. 1645–1656, 2006.
[26] M. Ellaurie, T. A. Calvelli, and A. Rubinstein, “Human im-
munodeﬁciency virus (HIV) circulating immune complexes
in infected children,” AIDS Research and Human Retroviruses,
vol. 6, no. 12, pp. 1437–1441, 1990.
[27] C. A. Wiley Maria Baldwin and C. L. Achim, “Expression of
HIV regulatory and structural mRNA in the central nervous
system,” AIDS, vol. 10, no. 8, pp. 843–847, 1996.
[28] A. Bachis, S. A. Aden, R. L. Nosheny, P. M. Andrews, and
I. Mocchetti, “Axonal transport of human immunodeﬁciency
virus type 1 envelope protein glycoprotein 120 is found in as-
sociation with neuronal apoptosis,” Journal of Neuroscience,
vol. 26, no. 25, pp. 6771–6780, 2006.
[29] M. V. Jones, J. E. Bell, and A. Nath, “Immunolocalization
of HIV envelope gp120 in HIV encephalitis with dementia,”
AIDS, vol. 14, no. 17, pp. 2709–2713, 2000.
[30] S. A. Lipton, N. J. Sucher, P. K. Kaiser, and E. B. Dreyer,
“Synergistic eﬀects of HIV coat protein and NMDA receptor-
mediated neurotoxicity,” Neuron, vol. 7, no. 1, pp. 111–118,
1991.
[31] J. P. Louboutin, L. Agrawal, B. A. S. Reyes, E. J. Van Bockstaele,
and D. S. Strayer, “Protecting neurons from HIV-1 gp120-
induced oxidant stress using both localized intracerebral and
generalized intraventricular administration of antioxidant en-
zymes delivered by SV40-derived vectors,” Gene Therapy,
vol. 14, no. 23, pp. 1650–1661, 2007.
[32] J. P. Louboutin, B. A. S. Reyes, L. Agrawal, C. R. Maxwell, E. J.
V a nB o c k s t a e l e ,a n dD .S .S t r a y e r ,“ B l o o d - b r a i nb a r r i e ra b n o r -
malities caused by exposure to HIV-1 gp120—protection by
genedeliveryofantioxidantenzymes,”NeurobiologyofDisease,
vol. 38, no. 2, pp. 313–325, 2010.
[33] M. B. Huang, M. Hunter, and V. C. Bond, “Eﬀe c to fe x t r a c e l -
lular human immunodeﬁciency virus type 1 glycoprotein 120
on primary human vascular endothelial cell cultures,” AIDS
Research and Human Retroviruses, vol. 15, no. 14, pp. 1265–
1277, 1999.
[34] G. D. Kanmogne, C. Primeaux, and P. Grammas, “HIV-1
gp120 proteins alter tight junction protein expression and
brain endothelial cell permeability: implications for the path-
ogenesis of HIV-associated dementia,” Journal of Neuropathol-
ogy and Experimental Neurology, vol. 64, no. 6, pp. 498–505,
2005.
[35] G. D. Kanmogne, K. Schall, J. Leibhart, B. Knipe, H. E. Gen-
delman, and Y. Persidsky, “HIV-1 gp120 compromises blood-
brain barrier integrity and enhance monocyte migration14 The Scientiﬁc World Journal
across blood-brain barrier: implication for viral neuropatho-
genesis,” Journal of Cerebral Blood Flow and Metabolism,
vol. 27, no. 1, pp. 123–134, 2007.
[36] C.K.Ullrich,J.E.Groopman,andR.K.Ganju,“HIV-1gp120-
and gp160-induced apoptosis in cultured endothelial cells is
mediated by caspases,” Blood, vol. 96, no. 4, pp. 1438–1442,
2000.
[37] T. O. Price, N. Ercal, R. Nakaoke, and W. A. Banks, “HIV-1
viral proteins gp120 and Tat induce oxidative stress in brain
endothelial cells,” Brain Research, vol. 1045, no. 1-2, pp. 57–
63, 2005.
[38] I. M. Clark, T. E. Swingler, C. L. Sampieri, and D. R.
Edwards, “The regulation of matrix metalloproteinases and
their inhibitors,” International Journal of Biochemistry and Cell
Biology, vol. 40, no. 6-7, pp. 1362–1378, 2008.
[39] V. W. Yong, C. Power, P. Forsyth, and D. R. Edwards, “Metallo-
proteinases in biology and pathology of the nervous system,”
Nature Reviews Neuroscience, vol. 2, no. 7, pp. 502–511, 2001.
[40] C. Vaillant, M. Didier-Baz` es, A. Hutter, M. F. Belin, and N.
Thomasset, “Spatiotemporal expression patterns of metallo-
proteinasesandtheirinhibitorsinthepostnataldevelopingrat
cerebellum,” Journal of Neuroscience, vol. 19, no. 12, pp. 4994–
5004, 1999.
[41] A. Szklarczyk, J. Lapinska, M. Rylski, R. D. G. McKay, and
L.Kaczmarek,“Matrixmetalloproteinase-9undergoes expres-
sion and activation during dendritic remodeling in adult hip-
pocampus,” Journal of Neuroscience, vol. 22, no. 3, pp. 920–
930, 2002.
[42] M. Asahi, K. Asahi, J. C. Jung, G. J. Del Zoppo, M. E. Fini,
and E. H. Lo, “Role for matrix metalloproteinase 9 after
f o c a lc e r e b r a li s c h e m i a :e ﬀects of gene knockout and enzyme
inhibition with BB-94,” Journal of Cerebral Blood Flow and
Metabolism, vol. 20, no. 12, pp. 1681–1689, 2000.
[43] Y. Gasche, J. C. Copin, T. Sugawara, M. Fujimura, and P. H.
Chan,“Matrixmetalloproteinaseinhibitionpreventsoxidative
stress-associatedblood-brainbarrierdisruptionaftertransient
f o c a lc e r e b r a li s c h e m i a , ”Journal of Cerebral Blood Flow and
Metabolism, vol. 21, no. 12, pp. 1393–1400, 2001.
[44] Y. Gursoy-Ozdemir, J. Qiu, N. Matsuoka et al., “Cortical
spreading depression activates and upregulates MMP-9,” Jour-
nal of Clinical Investigation, vol. 113, no. 10, pp. 1447–1455,
2004.
[45] G. W. Kim, Y. Gasche, S. Grzeschik, J. C. Copin, C. M. Maier,
and P. H. Chan, “Neurodegeneration in striatum induced by
the mitochondrial toxin 3-nitropropionic acid: role of matrix
metalloproteinase-9 in early blood-brain barrier disruption?”
Journal of Neuroscience, vol. 23, no. 25, pp. 8733–8742, 2003.
[46] G. A. Rosenberg, “Matrix metalloproteinases in neuroinﬂam-
mation,” GLIA, vol. 39, no. 3, pp. 279–291, 2002.
[47] E. H. Lo, X. Wang, and M. Louise Cuzner, “Extracellular
proteolysis in brain injury and inﬂammation: role for plas-
minogen activators and matrix metalloproteinases,” Journal of
Neuroscience Research, vol. 69, no. 1, pp. 1–9, 2002.
[48] J. Haorah, K. Schall, S. H. Ramirez, and Y. Persidsky,
“Activationofproteintyrosinekinasesandmatrixmetallopro-
teinases causes blood-brain barrier injury: novel mechanism
for neurodegeneration associated with alcohol abuse,” GLIA,
vol. 56, no. 1, pp. 78–88, 2008.
[49] J. A. Rumbaugh and A. Nath, “Developments in HIV neu-
ropathogenesis,” CurrentPharmaceuticalDesign,v o l .1 2 ,n o .9 ,
pp. 1023–1044, 2006.
[50] J. P. Louboutin, L. Agrawal, B. A. S. Reyes, E. J. Van Bockstaele,
and D. S. Strayer, “HIV-1 gp120-induced injury to the
blood-brain barrier: role of metalloproteinases 2 and 9 and
relationship to oxidative stress,” Journal of Neuropathology and
Experimental Neurology, vol. 69, no. 8, pp. 801–816, 2010.
[51] A. Morinville, C. M. Cahill, H. Aibak et al., “Morphine-
induced changes in δ opioid receptor traﬃcking are linked to
somatosensory processing in the rat spinal cord,” Journal of
Neuroscience, vol. 24, no. 24, pp. 5549–5559, 2004.
[52] P. Bigini, F. Gardoni, S. Barbera et al., “Expression of AMPA
and NMDA receptor subunits in the cervical spinal cord of
wobbler mice,” BMC Neuroscience, vol. 7, article 71, 2006.
[53] Z. Gu, M. Kaul, B. Yan et al., “S-nitrosylation of matrix met-
alloproteinases: signaling pathway to neuronal cell death,” Sci-
ence, vol. 297, no. 5584, pp. 1186–1190, 2002.
[54] K. Conant, C. St Hillaire, C. Anderson, D. Galey, J. Wang,
and A. Nath, “Human immunodeﬁciency virus type 1 Tat and
methamphetamine aﬀect the release and activation of matrix-
degradingproteinases,”JournalofNeuroVirology,vol.10,no.1,
pp. 21–28, 2004.
[55] E. Toschi, G. Barillari, C. Sgadari et al., “Activation of
matrix-metalloproteinase-2 and membrane-type-1-matrix-
metalloproteinase in endothelial cells and induction of vascu-
lar permeability in vivo by human immunodeﬁciency virus-
1 tat protein and basic ﬁbroblast growth factor,” Molecular
Biology of the Cell, vol. 12, no. 10, pp. 2934–2946, 2001.
[ 5 6 ] D .C .L .M a r s h a l l ,T .W y s s - C o r a y ,a n dC .R .A b r a h a m ,“ I n d u c -
tion of matrix metalloproteinase-2 in human immunodeﬁ-
ciency virus- 1 glycoprotein 120 transgenic mouse brains,”
Neuroscience Letters, vol. 254, no. 2, pp. 97–100, 1998.
[57] R. Russo, E. Siviglia, M. Gliozzi et al., “Evidence implicating
matrix metalloproteinases in the mechanism underlying accu-
mulation of IL-1β and neuronal apoptosis in the neocortex of
HIV/gp120-exposed rats,” International Review of Neurobiol-
ogy, vol. 82, pp. 407–421, 2007.
[58] N. E. J. Berman, J. K. Marcario, C. Yong et al., “Microglial
activation and neurological symptoms in the SIV model of
neuroAIDS: association of MHC-II and MMP-9 expression
with behavioral deﬁcits and evoked potential changes,” Neu-
robiology of Disease, vol. 6, no. 6, pp. 486–498, 1999.
[59] S. I. Manabe, Z. Gu, and S. A. Lipton, “Activation of ma-
trix metalloproteinase-9 via neuronal nitric oxide synthase
contributes to NMDA-induced retinal ganglion cell death,”
Investigative Ophthalmology and Visual Science, vol. 46, no. 12,
pp. 4747–4753, 2005.
[60] N. Sacktor, N. Haughey, R. Cutler et al., “Novel markers of
oxidative stress in actively progressive HIV dementia,” Journal
of Neuroimmunology, vol. 157, no. 1-2, pp. 176–184, 2004.
[61] T. O. Price, F. Uras, W. A. Banks, and N. Ercal, “A novel
antioxidant N-acetylcysteine amide prevents gp120- and Tat-
inducedoxidativestressinbrainendothelialcells,”Experimen-
tal Neurology, vol. 201, no. 1, pp. 193–202, 2006.
[62] D. S. Strayer, “Gene therapy using SV40-derived vectors: what
d o e st h ef u t u r eh o l d ? ”Journal of Cellular Physiology, vol. 181,
no. 3, pp. 375–384, 1999.
[63] D. S. Strayer, R. Kondo, J. Milano, and L. X. Duan, “Use
of SV40-based vectors to transduce foreign genes to normal
human peripheral blood mononuclear cells,” Gene Therapy,
vol. 4, no. 3, pp. 219–225, 1997.
[64] D. S. Strayer, M. Lamothe, D. Wei, J. Milano, and R. Kondo,
“Generation of recombinant SV40 vectors for gene transfer.
SV40 protocols,” in Methods in Molecular Biology,L .R a p t i s ,
Ed., vol. 165, pp. 103–117, Humana Press, Totowa, NJ, USA,
2001.
[65] H. J. McKee and D. S. Strayer, “Immune responses against SIV
envelope glycoprotein, using recombinant SV40 as a vaccineThe Scientiﬁc World Journal 15
delivery vector,” Vaccine, vol. 20, no. 29-30, pp. 3613–3625,
2002.
[66] B. V. Sauter, B. Parashar, N. R. Chowdhury et al., “A replica-
tion-deﬁcient rSV40 mediates liver-directed gene transfer and
a long-term amelioration of jaundice in gunn rats,” Gastroen-
terology, vol. 119, no. 5, pp. 1348–1357, 2000.
[67] J. P. Louboutin, B. A. S. Reyes, L. Agrawal, E. Van Bockstaele,
and D. S. Strayer, “Strategies for CNS-directed gene delivery:
in vivo gene transfer to the brain using SV40-derived vectors,”
Gene Therapy, vol. 14, no. 12, pp. 939–949, 2007.
[68] J. P. Louboutin, E. Marusich, J. Fisher-Perkins, J. P. Dufour,
B. A. Bunnell, and D. S. Strayer, “Gene transfer to the rhesus
monkey brain using SV40-derived vectors is durable and safe,”
Gene Therapy, vol. 18, no. 7, pp. 682–691, 2011.
[69] J. P. Louboutin, B. A. S. Reyes, L. Agrawal, E. J. Van Bockstaele,
and D. S. Strayer, “HIV-1 gp120-induced neuroinﬂammation:
relationship to neuron loss and protection by rSV40-delivered
antioxidant enzymes,” Experimental Neurology, vol. 221, no. 1,
pp. 231–245, 2010.
[70] J. P. Louboutin, B. A. Reyes, L. Agrawal, E. J. Van Bockstaele,
and D. S. Strayer, “Intracisternal rSV40 administration pro-
vides eﬀective pan-CNS transgene expression,” Gene Therapy.
In press.
[ 7 1 ]M .F .S t i n s ,Y .S h e n ,S .H .H u a n g ,F .G i l l e s ,V .K .K a l r a ,a n d
K. S. Kim, “Gp120 activates children’s brain endothelial cells
via CD4,” Journal of Neurovirology, vol. 7, no. 2, pp. 125–134,
2001.
[72] Z. Ren, Q. Yao, and C. Chen, “HIV-1 envelope glycoprotein
120 increases intercellular adhesion molecule-1 expression by
human endothelial cells,” Laboratory Investigation, vol. 82,
no. 3, pp. 245–255, 2002.
[73] M. F. Stins, D. Pearce, F. Di Cello, A. Erdreich-Epstein, C.
A. Pardo, and K. S. Kim, “Induction of intercellular adhe-
sion molecule-1 on human brain endothelial cells by HIV-1
gp120: role of CD4 and chemokine coreceptors,” Laboratory
Investigation, vol. 83, no. 12, pp. 1787–1798, 2003.
[74] W. A. Banks, F. Ibrahimi, S. A. Farr, J. F. Flood, and J. E.
Morley, “Eﬀects of wheatgerm agglutinin and aging on the
regional brain uptake of HIV-1GP120,” Life Sciences, vol. 65,
no. 1, pp. 81–89, 1999.
[ 7 5 ]W .A .B a n k s ,E .O .F r e e d ,K .M .W o l f ,S .M .R o b i n s o n ,M .
Franko, and V. B. Kumar, “Transport of human immuno-
deﬁciency virus type 1 pseudoviruses across the blood-brain
barrier: role of envelope proteins and adsorptive endocytosis,”
Journal of Virology, vol. 75, no. 10, pp. 4681–4691, 2001.
[76] W. A. Banks, S. M. Robinson, and A. Nath, “Permeability of
the blood-brain barrier to HIV-1 Tat,” Experimental Neurolo-
gy, vol. 193, no. 1, pp. 218–227, 2005.
[77] E. A. Eugenin, K. Osiecki, L. Lopez, H. Goldstein, T. M.
C a l d e r o n ,a n dJ .W .B e r m a n ,“ C C L 2 / m o n o c y t ec h e m o a t t r a c -
tant protein-1 mediates enhanced transmigration of human
immunodeﬁciency virus (HIV)-infected leukocytes across the
blood-brainbarrier:apotentialmechanismofHIV-CNSinva-
sion and NeuroAIDS,” Journal of Neuroscience, vol. 26, no. 4,
pp. 1098–1106, 2006.
[78] W. Z. Ho and S. D. Douglas, “Substance P and neurokinin-
1 receptor modulation of HIV,” Journal of Neuroimmunology,
vol. 157, no. 1-2, pp. 48–55, 2004.
[79] H. Vinet-Oliphant, X. Alvarez, E. Buza et al., “Neurokinin-1
receptor(NK1-R)expressioninthebrainsofSIV-infectedrhe-
susmacaques:implicationsforsubstancePinNK1-Rimmune
cell traﬃcking into the CNS,” American Journal of Pathology,
vol. 177, no. 3, pp. 1286–1297, 2010.
[80] W. Huang, I. E. Andr´ as, G. B. Rha, B. Hennig, and M.
Toborek, “PPARα and PPARγ protect against HIV-1-induced
MMP-9 overexpression via caveolae-associated ERK and Akt
signaling,” The FASEB Journal, vol. 25, no. 11, pp. 3979–3988,
2011.
[81] W.Huang,Y.E.Sung,I.E.Andr´ as,B.Hennig,andM.Toborek,
“PPARα and PPARγ attenuate HIV-induced dysregulation of
tight junction proteins by modulations of matrix metallopro-
teinase and proteasome activities,” The FASEB Journal, vol. 23,
no. 5, pp. 1596–1606, 2009.